PTBP1 overexpression experiments
The PTBP1 expression vector was constructed by insertion of the open reading frame (ORF) of PTBP1 cDNA into the SgfI and PmeI sites of the pF5A-CMV neo vector (Promega). DLD-1 was used as template of PTBP1 cDNA. Human PTBP1 was cloned by polymerase chain reaction (PCR) amplification from human brain cDNA (QUICK-CloneTM cDNA, Clontech). The primers for ORF-PTBP1 were the following: ORF-PTBP1-sense, 5′-GGGCGATCGCCATGGACGGCATTGTCCCAG-3′, and ORF-PTBP1-antisense, 5′-CCGTTTAAACCTAGAT GGTGGACTTGGAGA-3′. Amplified fragments were digested by Flexi enzyme mix (Promega) and ligated into the pF5A-Flag-neo vector. On the day before the transfection, the cells were seeded into 6-well plates at a concentration of 0.5 × 10 5 /well. We transfected the cells at 0.1 μg/well with the control vector or pF5A-PTBP1 expression vector by using Lipofectamine 2000 (Invitrogen). The effects were assessed at 24 h after the transfection.
Agents
5-Aza-2′-deoxycytidine (5-Aza) was obtained from Sigma Aldrich (St Louis, MO, USA). All cells tested were treated with 5-AZA (5, 10 µM). The effects of 5-Aza were assessed at the appropriate time for each cell line. The lipid mixture used was obtained from Sigma-Aldrich (St Louis, MO, USA). It contained arachidonic acid, linoleic acid, linolenic acid, myristic acid, palmitic acid, and stearic acid and was designated as FA. We added FA at 10 µl/1 ml of medium. L-Glutamine was obtained from Thermo Fisher Scientific (Waltham, MA USA). We added 200 mM L-Glutamine at 10 µl /1 ml of medium.
Detail methods of experiments were described in main text. Assessment time was the same as in "A". GAPDH was used as the control. Results are presented as the mean ± SD; *P < 0.05; **P < 0.01; ***P < 0.001. We examined PTBP1 expression in 30 cases that were available for obtaining protein samples. a M, male; F, female. b Location of tumor; C, cecum; A, ascending colon; T, transverse colon; S, sigmoid colon; RS, rectosigmoid colon; R, rectum. c Diameter in mm. d M,mucosa; SM, submucosa; MP, Mucosa propria; SS, Subserosa; SE, Serosa exposure; SI, Serosa invasion. e Dukes' system. f L, low grade adenoma (mild and moderate atypia); H, high grade adenoma (sever atypia). g +, overexpression; ±, no overexpression. h The relative ratio of miR-1 or -133b (tumor tissue/normal adjacent tissue).
Supplementary
The ratio < 0.67 as down-regulation.
